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#^ 10-26294 



[if^:S4] mm^m(D^mmm^K ^m^ts. Jmm^fi^a- yt•t^%<DX' 
$>v. :r. (Dm.mm^itcdMt t,m i^^m^m u w^mm-t^m^m 2 ©cdna^ >r >^ 

o 

[^^:^7] JWT®X®?:-^facDNACD-^^;^^T'^oT, ^ 1 ^cDNAjb^S' 

rf3? F:^)^-e®5'-(»f{c^VNTTO{CM-^Lfc%<DT'fe5cDNA®-^^^^„ 

a) HI ^cDNA-^^M':/v>rv-{Cj: UmRNA^r^Mi: bTcDNA®^ 1 

b) Xga) tCJ:oT^^-r^||l^cDNA®3'{i{C^0|i6&J&BB?[f&#o:tU dr^i 
S tlfe CDt- S M^JS 7 ©cDNA® -^JS^^Sgo 

a) mRNA 05' 5^^{CM^©iB^rj§:^o;t U =3 5? UTt^ F^r^-^-T •SXg, 

b) Xga) <^)n.RNA^^§5i:LHl«-&figffi>^^^V-{CJ;oT^l^cDNA$:-a- 

IW^^QI ItrSBXga) {CfeV^T, inRNA®5'^^{c:#^e-tSCAP«^$:#M 

1 mfiE#¥ 11-3064100 



#^1 0-2 6 2 9 4 
[ft^^l 1] nlRNA^#M^L.TM^:^7-9®^^'r4^3^)^{CgB«©cDNA(35■^^ 

;6"MS:^Sg1-2> 3 {c j: o TcDNA^ -f y - ?:-^j^-r-S^^„ 
cDNA9>f >^^U-„ 

m^mi 3] •nRNA&TOi:bT^*:K9 {CiB«®cDNA(7)-^^^^S:||Jfe^§ 
^ (C J: o T #S 3 i^j'tT- ^ -g) ^^:5cDNA S: -^tf CDNA9 >f y -„ 

[W^^l 4] ft#:^l 2 tfettl 3®cDNA9-ry^y-&i^i|r§t-5 3il{Cj: 
oT^I^Zlilj&'f-e^S, 2^e<fcDNA9^>^^9 y-c 

5] M*:^3<Z)cDNA^>f:/vy-$:@Mi:bT, ISISRNA^K y 5 
- if {C <}; y #Mfi«;iC^^$ tlS y^P =^~^-mn DNAfe#MRNA7K y ;t 

V ^IC J; y RNA?:-^^ L, mRNA5 ^ >^'^ U - S:#S:S'^o 

6] m^mi 5(D:^mic^vm^:iti!)^x^^. nRNA^-f ^r^y- 

[M^^l 7] 6®i»RNA9>r y^^y-^^^^X^^vMCjiffli-SZil 

fC <fc o T <Jt > A M fCTO-f- S X® & tf ^ > ^ M 9 y ^ U - OD^Sg^Sc 

^y-o 

[»^:^19] TBB0X^a) -c) ^k^ti cmk(D'^-f i/ my^ 
a) -T^XiJf-ilf -ScDNA^-f :/^y -?:-&J^-rSXg 

m^T^U 12, feJ:t)^l 3<D^^■rtb;^)^^CM©iZ>>^llcDNA9>f T/^y- 
SrF^-TA-iiL, 5^:^^-cDNA?:A^:/y ^f>f X$-i=!r§Xg, 

c) Xgb) {CfcH^T>'^'f•^'y ^5f-rXL:&^^ofecDNA^ feH/A>f 3^"y^*^XL.fc 
cDNA$:Jg^f -5X^ 

[0 0 0 1] 
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^ #^1 0-262941 N 

[0 0 0 2] 



#^ <Z) % ® T ^ 5 >!f y A 5: #14 -r s T n - ^ ^ ^ fiil& s 
[0 0 0 3] 

cDM-^m^UH^ t-t^ (i, -SSfCmRNA ii^t. iZ-^m L fccDNA^ ^ 9 U 

<D^mzm~^X. mRNA®^:g?:tt.^i:^L'moT^r^-5;()^i:*^>^)^%)9>f -^^U 
[0 0 0 4] 

VN < o;^)^®f^^6<J:fecDNA9 >r U - 0-&^^^*'5^^5: L T V% S „ mRNA(Z)3' M 
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1 0-2 6 2 9 4 .3 



I -;/^'i?->f htc^Ab, ^^^5r^r7>r y^U -ii^So <^^~izli. ;igtii^ 

CD>'r-i^'^^^--^blue script ^(D-f^XS. ^ -it}^mPS^ 

M 

vtzm^izii. %ii(DmRM<D3'-^v{A)mizm^r^m^^m^m^m^n^^<f£ 

So Gubler-Hoffman^li, S 1 ^cDNA^/A^f >r>; >5f^ XLT J&o fcnR 

I M\ZRMsenx=.'i,^;^\,^ti. ^tl^ftSg^* i: LTH 2McDNAS:-^^f S^^^l? 

[0 0 0 5] 

, ^'^mz^-^'f-jvh^yT.y ai^-^^m^xmm^HMV. mm^^^ 

— (CjIM^ii^t)^ J: tC L/TcOkayama-Berg^COkayaffla.H, Berg, P. :High-eff icien 
^ cy cloning of full-length cDNAs. Mol. Cell Biol . ,2:161-170,1982) 

feSc ^<Dm. 'iis.M(D5'miz^mLtcytvziy.^ uyt^y^tii^m^izmAL. z. 
mmzmmmj^-f^^^-^^^x 2^mcmk-k^mt^z.}i\z^-ox%±^ 

g cDNA$:#<ke) i:V^•^)M^**J^^$tlrv^S(Maruyama, S. and Sugano S. Oligo 

-capping: A simple method to replace the CAP structure of eucaryotic mR 

I NAs with oligonucleotides. Gene 138 (1994): 171-174, Merenkova, N. et a 

1. Method for the specific coupling of the CAP of the extremity 5' of a 
fragment mRNA and preparation of complete cDNA. PCT/FR96/00651 , 1996)„ Z. 
n h(Dl3m\Z J:tl«, mRNA05' {l!f^^{C#^E-tSCAP=»ji*'^#Mfi^{CA4^«j;fe>r 

^1 ^i^y-^ ^^^\^^zmM-&t\>^. 'tLXZ(Dy!r^}::Sy,^]y:t'^\i\zmmmf£mn 

^m2m.cmk^m<D^mm.^.hL-t^z.ii\z^i). wMmzitf^mko)^' ^^umo) 
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#^ 10—262941 

9 y - ^mmt& 3 1 KHitT^ o fee 

[0 0 0 6] 



^'f V — ^(Mitsuhashi.M.Gene manipulation on plastic plates, Nature 357(1 
992):519-520);{)^^^T'fe^„ M3P4tf»©mRNA^ H^'ft:t y ^dl-f^^-^ — xmU 
T'^S3il/b^e>. 'ft6©:&^5S•X?tt^5^i:^oTV^5RNA®^^m^^Wllil55:^o 

-ffccDNA^>f >r^U-i:;&Sc ^i&tifc^i^Sry^'f vy-^-f >^^y-i:t- ti 

PCRlC<kr3T-^^Lfcz:7j»:fi9^cDNA^.<>r9i; _i;®^^j?,^^^X'fe*J, L 
y{)^t»||l^l±^?fJM36^Hrtltfe«>= Solid Phase cDNA Synthesis Kit (^MMm 

[0 0 0 7] 

Lii^Lry^'^yT.m. mim) ©s'^^rg^-fbLfccDNA^-r >^■9y-{cfev^ 

V-}Cj:oTMJt}C'^^$4xS01^cDNAl4, mmmiZitt^V (A)S:^i--5iaRN 
A<Z)^T$:3^fe¥Lfe=fe;® i:*So L*^L:ty r3dT"C^#?$ tiS^HOmRNAlt. 

%±-g:mMmmRM±mZt^l^^m^ltm\ ^^«aiRNAC?)#M}i, IlRNA7^)^*5fe•t 
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10 — 2 629 41 



[0 0 0 8] 

i:3 6*^3^l|{C{i, ^l^cDNA(Z)5'{g![ (inRNA®3' MiC^l^fS) §:S^ffct<5^ 

g^-eii^^«cDNAS:g^tf<;tc©^^b-r-5:ii::i&^T'^3&v^©T% H^-ftcDNA^-r 

[0 0 0 9] 

mvx^^-L. fei:A«^>^rA>^^>rv-{cj:or^2i^^^^Lfc#-^{ctt, 

d-CAPS (DM*?^-^ t)-&ic i o T ^^«cDNA s ^ft-^tf^^^ic ^ S i: L T % 
, ©^^tStl.5)CDNA^Cd^^?)S^^;RcDNA(Z>i!|-^*'f^S^.^fc&, 2 7jke55&9-f U 

[0 0 10] 

ii3 5-e. ■fe>x^cDNA®±gg{c, T7-::/"n^-^-, T3>'"D^-3f-, sP6:/n 
^-^-BH^!l&i:\ -Otf Nni:-0RNA-&^?:-5rigtc-rsyD^-a?-Se^J^BB 
fil- S 3 i: {C ^ y , cDNA 5: b T -f > If h n -eRNA ^^-r -5 Wm'^^A^X 
^-5= 3ti$:S^^tcDNA5^^9i;-{c/|;M-rtili, RNA7KU^9--ffS:5f(IMb 

m 1 ^cDNA<Z)5' iff ^ m&itbf^m^lZ ^t^CM^fc 21 ^ y mRNA®5' WtC^g^-f- 

> ^7 ® SIR M# T- § V ^ „ 
[0011] 
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#^ 1 0 — 2 6 2 9 4 1 
[0 0 12] 

OTX.T2|s:^^®Ma L/V^Mll^C33V^Ttt, ^^'^cDNACDfJ-^}?}^]* < . ^'E^W 
•fe > ><.iicDNA±^^(Z)RNAjK y ^ 9 - n ^ - t?f -^ft^Wjft'^^gB^J Sr^iD 

1- S 3 i: T' t S -fe > ^cDNA^ -r y - ® S: ^® i: 5 = 

[0 0 13] 

:^nmmh\t. iii«cdna iri^^'^yy.m.) os- ^m\zA^m^m.mmM 

:ty =3 5?^^ l^:t-5^ Fi:®/^>f :/y ^VXfcj; y, Hi ^cDNAS:Mi£-r-g> 3 ^I5&>t? 
:i«>^^MT'@^'fb^^5ryd^^^?i/5r^F?:>^v>rv-i:t, M^tifc 

cDNA%^MfC||lM®3'-5'(DI^f^{C^2M (-TJ&fc 
%^y7.m.) cDNA-^figM&^f Ali, ttS®cDNAS:-fe>>?.^®5'5^i®M^M'ft 

bfe?^T^ffi±!c-^^t-srii5&^Hrigi:^S (01) „ 

[0 0 14] 

^3^&BffiL*^^$:^^Lfe„ S)SV%tt*fc, •fe>:^^5'{B!I' ©A^eUJ&m 
SSB^'JCD'W* 11^ U;t3i:fcj;oT. H^'ffccDNA^ >f y - I:)- s -fe > X 
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1^ 
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#^ 10-26294 X 



[0 0 15] 

(1) ■fe>X^cDNA®5'{B!f*^©^StlTVNScDNAv'f 
SS?!l*^#^Et-S (1) ©CDNA9-Y 

(3) ttf|H*ji®ig«gB3^J*^ RNA/KU^^-iftcj: y#M6!;fcii[^$tiS:7"n 

^-^-(D-fe>:;<.@S^J-efe-6 (2) ©cDNAv^ >^9U-„ 

®i^SiS?!JtcDNA^56?^Dtt^^m*;#^«^-rs (2) ©cDNA^^ y 

(5) 1Z>X^cDNA3()^®|R|§^n F>S:^tf (1) ©cDNA9-< ^9 U 

(6) |gf?||^^n K>:&^mRNAlCft3^-tS%®TS,S (5) 0cDNA^>f 9 y 

[0016] 

(7) ^T©XgS:-g-tfcDNA®-&^;^^gT'feoT, ^ 1 ^cDNAA^s' 5^«{cA^© 

a) mi mcmk^^m-:f^ ^-^-izjzv nRu^mm tvx cdna®^ im^-^mi- 

b) Jim a) K^^x^^t^mimcmms'mizmmm£m^i^w-=>yi'V:3yi 

(^1?*^ (7) 0cDNAO-^^:i^^S„ 

a) mRNA c^5' 5^j^{c@E^«)gH^JS:if o>r y 5? ^ U:^^ F S:^-^t--5XS, 

b) Xga) ®niRNA5:»Mi;L^l^-^^M-:/9-YV-{Cj;oTmi^cDNA&- 

(9) tafaXSa) "RNAWS' 5^^{C#:&-r6CAP«^^#M&5j{C^^ 

■rs:&^{C J: o T|rfgB:t y F5:M-^f-g> (8) ®cDNA(3D^fig^?S„ 

[0 0 17] 
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#^ 1 0 - 2 6 2 9 4 .1 ^ 

(10) (7) - (9) ®V^•ftl*^®^^{CJ:oT#Sri:*^T'^S■fe>>^^5' 

(11) «RNAS:#i^i: (7) - (9) ® V^•rtl7&^^CiB^G)cDNACD^^^^S: 

(12) (11) «):;^^}Cj:oT#S^:il3()^T'^5-fe>Xii5'H^'ffccDNA9>f 

9 y — o 

(13) mRNAS:#!p4i:LT (9) {CiB«®cDNA®-^^;^S§:*ig-r-5:!: {C J: o 

(14) (1 2) Sfcti (1 3) C?)cDNA^-f y^^U-^rJifg-rS^liltCjcoT^ 

(15) (3) (DcmA^4:f^V--^mmthX. IrfiBRNA/KU -if {Ci: y 
i^M6!r{c:^i^$ti§^n^-t5J - m^i ^ -t ^ mm^mMk■^^ y ^ 9 - -fe* J: 
»;rNA$:^^L., nRNAv-r >^9y-S:#§:&^„ 

(16) (15) ®::&^{cj:y^szi^*^7?^s, mRNA^^f :/9y 

(17) (16) ®mRNAv>f:/9y-?r|g^2/::^7^ZsfCjiM-rS3il{CJ:oTt5f 

(18) (1 7) ®:;^^lCi:o-C#S:ii:5&^T'^S^>7N°iJ'^9-f >^9U-o 

(19) TiHCDX^a) - c) $:-^tfcDNACD-9-::f h^^S/a >S 

a) 5^:x.^-i:-tscDNA9-^'^^ y-?:-a-^-r-5XS 

b) (1). (1 2) , ^JctK (1 3) 0^^•rtl5!)^^CfB«<Z)-fe>;<.McDNA9-r 
9y-$: K^>r A-i: t, 5"X^-cDNA$:/N>f >ry ^*>fX$1±^X^. fej:tK 

c) Xgb) fCfeV^TA-f ^'y ^VXL5&*v^7^cDNA*3t}j:/\-r:/V ^VXbfe 
cDNAS:M#?t-5Xg 

[0 0 18] 

*I§^{C J:tllf, 5' t|^Cfe^^TH^$tlfc•fe>;lMcDNA55)^ii^StlSc m^it 
sm-^JC, •?®^«;O"2 2ii:0T^^S^-^O«i:&e>~f, ^|5^6^^2 2^^:^iti:Jfco 
® 4X # IC PS^ § ^ V ^ „ 
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1 0-2 62941^"" 



ta-r-Sm-^. *)S#^0mRNA?:^M^l/T#?>tlfccDNA$:jtl*-t-g>. MfCS'M© 
[0 0 1 S] 

[00 2 0] 

* 3t^5g^{CfeV%T, II 1 ^cDNA®3' 5^^{C^*n$ tlS A^6<IfC#ilD 

lc#Sii b &g6^®igM^iJg|S:9->?)^ i^ b TcDNA(Z)ir o 

^2i^cDNA{ig^>ffc$tife=b®ii^So ®^^C3^y rr^i^? \yyt^\^^m^ir^l3 
® M * L V JC o T BtflB A^e^j lC#ini L fcSE^ ® f^MIS^fJ hVX 

m^mmhtz-m^. :Sii«jtc-^^$ti-g.-te>xacDNA9-ry9y-i±, -fe^:;^^ 

cDNA®±^{C3tie)®atge5^^iBM2:IBetfe^3tii;feS„ Lj^)^fe:*:|§0^{CfeVN 



1 0 
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#3j2 1 0-2 6 2 9 4 1 



Cn©cDNA9-Y:/9 U-$:=b2l{C^^3tl-5RNA{i. y-X fcmRNA 
[00 2 1] 

< ^tfir^^S^^tcDNA^ -f :/-^ U - 5 r ^1 A^T ^ S= <fc e> 

[0 0 2 2] 

^ cDNACi, l|l^cDNA0D3'5^iSlCA^65lC#i[Ibfcge^®^Sg2^a?:#iin-t€>-;a 
r^t^\f^U%V 2yij~-km-oXyi-V L/^T^ F®5' ^^^z^U- hiz^^ 



11-3064100 




1 0 — 2 6 2 9 4^1 



(?(^Bl#ff5656462) ^T&t^^^ofe^^ *..5V^«, 5'5^ag^^^ 

[0 0 2 3] 

*?§^{Cfe(rNT> cDNA(Dm?§#3|Sfi:^5mRNA&:^#^#f!i[®mRNA ("rJ^fc^mR 

0 -t^t)*.. ^r~Py^:^tyT:^- h-mt^iEty^MsWiilioleculer Cloning 2 

Ed.,p.7.10,1989)'^, r/ — v>^-:tS>T:?^- h- h V y JVytummtty ^ 
iA^CH.Okayama et.al . .Methods in Enzymo logy, Vol. 154, p.3,1987)^0:3^^*'5 
^^"??2>S„ Z:tie>®:&eS{Cig^M^I^^^M&-fe^i' hlCLfc=^^>y h (RNA Extract! 
on Kit; Pharmaciajg, ^MM'S^i^^^^tlX^f^^, :$:|§^©cDNAtt, 

^^^^J^bRNA® e, -f M^^i^©mRNA^, RNAi^z-r >' vi» t 

o 

*^^^CfeV^T, l|l«cDNA®3'*^{CA^e9^K^®:^«BH^lJS:#in-r 

mz^^o^mmm^mir^m i McDNA&-^j5gt--&^^5a;if7b'5nrBgi?$>«., sat 
}c, *|g^fcJ;^>■fe>>?.i^cDNAc7)^^^cflJM■t■^>r^l5b^T'^s#:^S^cov^T:R 

1 : miMcDNA®3'*^^0A^e^:&m«SB^[f®#}!in 

2 : A^6^^Jt«@H^J&^^;SmRNA#M6<J{C^A-r<5fc«)<D7tUai-iya> 

3 :^liKcDNA (r>^-fe>X^) 

4 : ^a^cDNA (-fe^X^) 
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10 — 26294 1 ^ 

[0 0 2 4] 

m 1 ^cDNAg)3' ^j^{cA^6^^5£^cDi^SBB^iJ^#;&n'r^^^] 

cDNA S:, 5'5^^g:^)^^y>l?'fb§^lTV^;&v^;ry d^dT:/9>fv-t)L/<{*:ty dTdT 

^fig^f y rf5? K<Z)5' T^^y 1 ^cDNACDS' 5^^7fc^S® |^T'# 

M6*J{C9>f>f-S/3>*^^B - y, |tf|B-^^:ry drjJiJriy:^^^ K^^Hl i^cDNA®3' 

[0 0 2 5] 

mi^cDNA^^J^^C-litfii-rS^^tC^LT. ^Mi;3&2.nRNAS:#fif-r-S>^i5S^ 

M^, ^e>:^^D®mRNA®5'7^^iC'fTfinL/T^<o 3®mRNA5:^Mi: LT^ 1 ^cD 
^ NA^^^ftlK, ^®3'^^^{C«niKNA©5'^5§g{C#ijtlLfcgB^rj®^g:jfgg^J (f/S; 

RNAy ;^^'-•tf^MV^TnlRNA:5^^•05' y >^SpR^tC#Ant <5:?^^^5f(JM 

■^fi^:^y if^i^' l/:r5^Fi:LTtt. -^^:tynRNA, -^fig:ty:3D 
NA-RNA/\ -f :/ U K, y DNA^ ^ 5^ 3 i: t -5 « ^ 2 it^^ (C 

oTRNA§:^ »||^5S•tS^^^^;^)'?^^^^, V^o L j: tCi^5feT^^S <fc e) IC^^^T y 3 
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i^vpl 0-2 6 2 9 4,1 



K$:#iDf S^i:*^nrig'e*>5o Vymihlt. t^t^mA^^ lyyi^^\^^i- 
[0 0 2 6] 

^^^ -^ ^ 

t:Mmt.LxA3^m:^j^^mm^i0HM^no:^m^mm-t^^t%x^^o brna 

NA$:J:yl©^^«I^T'#t^cDNAv-f >^5U-i:t-S3i:*^T^$-5o -rJ&^D-^, ttflB 

A^m^j^mm(D^mmmzMhxmnm^£m^i^^^r^7i-v ^^^uyi-^ f$:m 

3ti$:CAP#jgtiJ^#M&«;{c#in-rs®T'*>s (04) „ 

[0 0 2 7] 

ch?mmzMhxmmmz7tv:3^^ u^^v^^Mt^:^miiLxit. 

^ tCRNAy:if-1f5:MV^T^^:ty I/Jf^ F?:#iint-S:ry Z3CAP^ (Maruya 

ma, S. and Sugano S. 01 igo-capping: A simple nethod to replace the CAP 
structure of eucaryotic mRNAs with oligonucleotides. Gene 138 (1994): 
171-174,) t)^^niX&^„ -&^RNA{Cf^xT-^^DNA-RNA/\-r:/U F&M 

V^feg5cR:tU :JCAP^^(S. Kato et al.. Gene, 150, 243-250 (1994)., MM • m 

m #ii¥6-i53953-^i^^ i994^6H3H), ckpmM\znn^^tyyt-)i^m^m 

5?^ Iy;t^ Fi^-ffc^e^flC^-^S-BrS U >;!j-{fc^^-^St(N, Herenkova and D. M 
. Edwards, WO 96/34981 Nov. 7, 1996.)^;;()'!^ e> tlT V^^, Zltl ?3 ® :^^{C j: 

tiu. mRNA®5' m^MK^^-r^ckpm^^^'^mmzA^m^yi-v -n:?. ^ U7t^ 
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1 0 - 2 6 2 9 4 X 



[0 0 2 8] 
[0 0 2 9] 

^i^i6^;■^?^)Si^^^}4Jfev^„ h u >e;x>i/-cD7c■e^g^i^^cT-- 



ffiSE^^^ 1 1-3064100 



#^1 0 — 2 6 2 9 4 1 ^ 

[0 0 3 0] 

mm i'tyxmw ^zf^4-^~tLxm2m(D'^mt:^7t>^iit)^x^^, zlcd 

[0 0 3 1] 

^^z^^r^^^Mcl)M^mmzA^mf£mm^muir^mm^zm^x^i. ^± 

U - ^1 f 5 r i: T' # S „ f£^::.0 2:z>^j^-:^mizm-:3» \tm^±lt%±McmA(D 

^x\>^if0^%±:RcDMi}^u^-r^-sjmi^^^^x^^j^\<^o tJ&t)b*^^{cfe 

n^^±^cmh^4'f^V -i:«> ie^-rL%^#:RcDNA©^^T'«^StLSi5Ml± 
*E<, cDNA0«^i:fc^*^]^V^fe(D5:%-^t^fe®-e*So cDNAv U — (Cd^S?) 
S^^;RcDNA9'f y - ®fJ-^?:^*6^{CffiM-tS tCJt. t X cDNA®S« 

ti^X^^o Z:®®<Z)-/D-5'*'5^i: LTJi, Gene Finder (Solovyev V.V. , Salamo 
V A. A. , Lawrence C.B. Predicting internal exons by oligonucleotide compos 



1 6 
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ition and discriminant analysis of spliceable open reading frames. Nude 
ic. Acids Res. (1994) 22 : 5156-63.) iS^^Jk^-^'^^, feS V^^d:^ffiJ^A^C J: S 

#M5p9-289982t±, )^y(D^m^x'')^m\zmmho^:^m^^mv 

[0 0 3 2] 
[0 0 3 3] 

JB(±® J: -2) IC b T;*:^^ {C J: ^ cDNA S 3 ^ *^T' ^ » ^^<Z) S^'ft:;^ 

i^v^T, •fe>>^^<^)5'i!^^C'f^i^t•§A^6!J^i^al^^J^cov^T 

[0 0 34] 

mmm^Amm^m^^fc^^izit. ^coM^cs^v^T*#§^{cJ:scDNA9-<^9 
Avx.-tynyii. t0mmz^\>^xM.i^mizm^^. 

[0 0 3 5] 



1 7 
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^ 1 0 - 2 6 2 9 4 J 

> 5^ -fe > X ^{c T - - 3 1 ic tt^fc y ^ V N 0 f ^ „ 
6{cJ3i:ts>^D^-i5f-iB^tj«)j:e){c) ictt, z:©>KST'llia (T>^-fe>X 

[0 0 3 6] 
[0 0 3 7] 

2^fgro{c ^ s K^m\z^1S& b feee^cDJgSSH^J t b TRNA/K U >i ^ - -^tc j: 
^ "Ttg }C -r e RNA/K U pi 9 - if }C j; y {CM«M Sti-5:/D^-^ - IH^T- 



mfE#¥ 11-3064100 




.0'' 



• 1 0-2 6 2 9 4 3 '~ ■ 

jfc/Sffl$:"Br|gt'r§>^n^-t5f-{C{d:, T7:/n^-iJf -fB^JCPribnow, D., Proc 
. Na 1 1 . Acad . Sc i . USA . 72/3 : 784-788 , 1 975) , T3 n ^ - tJ? - @BM (Adhya , S . , Pr oc 
. Natl. Acad.Sci. USA. 78/1:147-151, 1981), ^i;afSP6:/n^-^-Sg^J(Brown, 
J. E., Nucleic Acids Res. 14/8:3521-3526, 1986) 3 i:*^*egSc Z.tlh0 

^) 5:JS<Tlc5^-t, r0igSg23^J{i-iz>::^^®%cD^<Z)*?:\ 0l^cDNA 

J; fc-f -S. 

[0 0 3 8] 
T7 : TAATACGACTCACTATAGGG 
T3 : AATTAACCCTCACTAAAGGG 
SP6 : ATTTAGGTGACACTATAG 

[0 0 3 9] 

^ffe>= t^fc-fe, •:fu^-i(~-^±mzmnvr=.^^miz^^cDMK. rna© 

F(rNTP)&iIJx., M V^fc >^n^-t5f - ^r^m-T-SRN 
A:KU^9--fe*?:f^MSli-&®T'^5„ HJSMtca U 7J?5? ^ l/-if®xgAS:ig}-* 

, M^cM*b<^iy7i?5t^'l>T-i^PflWJ5:m^^bT^<i:av^„ 3 o^^*^e)l^ 
NFr^yK^ss-etiii, /ig;r-^*-®RNA$:^^$i±sr^5&^T'tSo ^^i^T^tc 

©ffi&^^il-rtili, ^Mi:LfccDNAM*{C:$)'||-tS-^;{)^-e#So 

fecDNA;?)^Sfe?t^{Cffi#{C||^rJMT-t"g.3i:t;2|s:|§^®:^^7S5#^tfeS= 

^y^y -T'fenif, mRNA5:9>f :;^'v'J-il LT#5r h^^HTIg-Cfe-So 
[0 0 4 0] 

Hrj^CS^^&cDNAv-f ■53i:=fe;T-§-5= "T^^Id-^, ^^miZ^^ 



ffiliE#¥l 1 
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cDNA 9 >r U - 1: V y - ^ >f U - L T PCRi^ilil t iz ?!j > ^5^ U - 
U - ii, <Z)mRNA® zKtf Xy-i/B > ^itic6UJS^{CMB!fc LT V^SM®. 

li, ■fe:*>^y-9>r:/^y-=fe;®^'ftLfc4^MT^#53i:;b^T'^6„ -fe^T.^ 
5' MT'S^ft-rS z: i: {C J; o T#e 3 J; ScDNA^-f y - 

^ li, ^M©mpgT'^^;ScDNA(Z)iri-^*t]Svx. Lfcjb^oT, v>f y -i: LT® 

r 0 J: ^ K%^^cmk(Dm^^mwLf^-^m-v i ^km^^-fy y - ^ s 
y ^ -f V y - 9 >r y - ^ - 9 ^ y - 1 1^4*0 

[0 0 4 1] 

*S2^|g^^C^V^T{i, -fe^T^^cDNACDi^^fCT/a^-^-^rlBS-eg-S®-?? 
, ^^^tloRNAtt-fe^IP^i^RNA (-r^*3t>mRNA2;|^l5ieM) il^-5„ Lfc*^oT 
. ^e>bT^g¥$tlfcRNA;^)^!®iR||$&,^,§:^^■T:■V^4^^^, M^^|g3^5/>?.7^MC 
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[0 0 4 2] 

mmmn tvxmm-t^ztif^x^^. 

[0 0 4 3] 

*|§H^(DcDNA5 >f U - e> ^¥ S iz > :^^RNA^ >f U - {4, Mm 

Pixmmmm^^&^nijx^^. izy:;^mMA^mmKmA-rnit. mm^x 

^-5 (Henle,K. J.et al. Expression of thermotolerance following microinject 
ion of poly(A)RiVii isolated from thermotolerant CHO cells. Int. J.Hyperthe 
rmia,6(6):1041-1051,1990)„ mmzRM'kmA-f S>^mt LXit. -mmiZlf^ 

■< ^u-<yVs.i^ i/Hyii^m^x%^f>K Ud<:7x^S/H>, A-'r^ if JiiSy 

ijmx^mmt^^tis^x^^. mm\zmx^iitz-^y:^mmk^mm\z. mm 



2 1 
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a ^ tc V ^ T # M -r S ^ #1 & if 2: ;^ U - - > -t § © T «y iz ^ J& ^ 
# [0 0 4 4] 

A ^izmm-fu^^-'Si-mm^mMt^mmiz^^^x. cdM<D±mizm(D^y7'i!7 

[0 0 4 5] 

*fc^^Hrii^S^^*-f;P5:#;tS^>7N°^'Ri: L/Ttt. Green Fluorescent Pr 
otein (GFP) ® J: ^^^ft^Jf ^^N'^J'K, VNJi yS t!/^ ^ h 2^^5f-if 



•m 



11-3064100 




#^ 1 0 — 2 6 2 9 4 1, 



^{cjcoT, l/-fe>^i5f-, ^«>VNtti/i^*^;i/^^^<Z)Xi' U- 

ii [0 0 4 6] 

if 

[0 0 7] 

^ > mi^^]y-i^-vs'^mzm^Lr^mm^ii(Dm^^y^'^i^^t>^m^^ti^j:o 
mzmm^m^M^^yj-^^MM^^tLxm^itt^r^^izit. ^yy^mcwk 

T^SA'iaf^Ai^K^r-t- Fi--5fi^®tfjfcfetiii. s^cDKDmmx-iyyi^- 
^(Dm^^y^-ii^nm^^^^mr^ztizf^^. 

[0 0 4 8] 
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[0 04 9 i 

{C J: oT-^^L:fe^ 1 ^cDNAS^T^X t5f - i: LT2|s:?g^}C J:ScDNA9>f y _}C 
A >'^-r:/'; <5f>fX$-&*l«, ^l^^cDNA^C®^^-^^tlTV^^@E3^J$:^#ofecDNA^±/^ 

{s:iE^fflig{cffi5^-rscDNA9-r u - %:^mm\zm':5\^x mmithxn < „ r 

tt. MBS0J:e)^M^IfflJ)g<DcDNA®i?-:/hv;^t/3>§:^Tx.lf, M^lfflfl^fc4$ 
Mfi«J^®^^$:^f?1-S3 2it;T?^5.„ JSTHHilStCfi^l^-rscDNA^^^r^U 
-^S^-ffcLT, ^®^E6cDlii^{Cfi5t^t-ScDNA$:i?-^h9^ hf-SriltCjcy, 

^ScDNA'^-f:/^ y-ti, ■fe^'7.|^$:@^LTVNS®l;\ mi^cDNA(Z)-y->^h9 
T'^So LV^M#{CfeV^T^^^^;RcDNACD#^tt?:^^^C$|^LT 

[0 0 5 0] 

*^^®cDNA>-f :/9U-{±> ^tl$:y-Xi: LTji^^OD^ D-::^>^^&3i 
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[0 0 5 1] 

• i^mnocmk^>C:/'y y - ^cat3^^T-ir^LfeDNA^>f y - 

V -f y - e> gc^pcRic <fc y ittf-t ^ s v% i±7^^^® cdna^ >r ^'^ u - 

}^)^^-^^$tifcmRNA5:^Mil LTRT-PCR$:^Te) i:v\ofc<t;e>^:&^{C<}:oTS6*f 
[0 0 5 23 

® 7|s:|g^® CDNA9 >f ^9 U - t>m^^ < ^^;RcDNA^ ©^-ffc-eg ^ Zl & 

, ^^;5cDNA(D#^'[^^c■g^:e' i r:^c«f5^^-r -/^ u - S:#^T'^ s fc«)^c^5*^;& 

e.5fcv%„ i^^®#^T'li^^«cDNA®#^14**]^V^S^>ffccDNA^->f y 
fig^^rii*^ SUIT'S)*;. :iti^'77.^~=^4z^^V-}::LX2i!km. fe^v^{i 
3?j>c65'fc^-f>^9U-5:-^^-tS i:^^:RcDNA®#-^'ffi:ft'?^ b < <£T bT b * v% 

^^T^i. |*i|SKcA3l5f S^^:RiiiRNAi:|SI^®cDNA V^^iInRNA) 9-^'>^^y- 

5: MSSlJ {*MPS iz^^t &:it.iy^X'^^o o * y :2|s:|§^ Jc <fc e cdna^ >f y 
[0 0 5 3] 

-ti&>^9>rvy -v^ >^5y-i: LT2r>ce5^^>f -^mRNA'^'f :/ 

mRNA® 5' ffi 6*1 J&lB^fJ S: -r S b T , y dXAP^ S: Dei: ffl L 
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f^^C0V^T^i, I^tKSI • «1PM^ (1996) Umk^Q~-yVi (^±n.) PP46-5 

Hc 13^ s 4x *s jcm D «> o 

[0 0 5 4] 

t^T'SOrS-r^-^^^a/^- h-rSo ;SfS?SS::7xy-;i/5'nn7;4-;i/A^a (2ia 
) b> ENA^ac^5^7-;l/^fcT'^^C<^: yillJR-r<g>o 
10 /iL ©lOXBAP^®?^ (RlS^Sg) 

3jbL®U3}?55i5^ bT--^>f >llt^^- 
^ y -;l/^fcT'^^c i y nuR-t-s., 

20/iL®5XTAPM«?g. 

SaL®^? >'tn^'{$tfn:7;«-X7T^5f-i^(Shinshi,H,et al.Biochem. 15,2185,19 
76), feitJt 

*5XTAP^^?^ : 
250mM ffS?:^ h V A (pH5.5) 
5mM EDTA(pH8,0) 

[0 0 5 5] 

1O/*L01OXRNA Ligation Buffer (^MMM) > 
20;uL®25m}l MgCl,, 
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2.1jttL®24mI! ATP. 

4ittL®;r y nRNA(100ng/^L), 

50 /I L(D50%7i^ v^i^uy^vn- mooo. 

5/tL®T4RNAy;if-if (^Mmm) . feJ:tF 

[0 0 b B] 

laiRLfc^fcT'^$:50/ctL®TEM®?g^C^j!gL, ::iA'>;!7 9A(Phaniacia Size S 
ep 400)T'*Si;5(Z>:rU:JRNA$:|^<. #e)ti:tRNAi^H?:x<Jf 7 -;^^fcT'^T'IlI 
iR-r^o r^^-eo^f^Jc^fcoT, ^^;R«'RNA05*-(ai#Me!;{cA^ii9;&Sa^j7b'5# 

9 ^!^?v^T% zl©A^6«f^BH?!I&#ilIIL:fe»RNA^^Mi:LTl|l^cDNA$: 

10/tL®5XFirst Strand Buffer(Gibco BRL), 
6/tLODO.lM DTT, 

S^LCDSmM dATP, dTTP, dCTP, dGTP?i'^^?|t. 
2/ttL<Z)PfU:ldTT^*:/t5f - (5pmo 1 / /tt L) , 
2 ;ttL® Superscript II(Gibco BRL), fejct)^ 

^ [0 0 5 7] 

©0.5M EDTA2::15/iL®0.1N NaOH§:i|DA> mz&^'CHm^^^ y^c =lK~ h^tho 
Km^(DEmm^2Q u.L(Dm Tris-HCl(pH7.8)5:SD;t, A (Pharmacia 

Size Sep 400)JCj:y, B I ^cmk^m^ir ^ ^ cDNA^x^ 7 -;^tfc'e^^C j: ^ 

{CmRNAtCMl/T#*l.feA^e«;5&SSM{C^g|ie!f;&JSgi5^J§:mTVNS. Z. 

o 

^ 1 0cDNA(D 3' T^^Sff tc #i;n $ ti IBM J c 6!; ;r U DNA 5:®^'ffcL/7t^^- 
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>r(GenePlates, AGCT Inc.) H 1 ^cDNA(80 L) ^^-To 65t;T'10^|^. m 

TCD^m^M^. 30X:T'30:9-^>f >^zL/<- hf So 
10,ttL®5XT4 3}fU^9— fe'Buffer (^^git^), 
8/tiL©5jnM dATP, dHP, dCTP, dGTPM-^^?lK, iS^tf 
2/etL®T4 DNAjKU pi v--fe*(«S5il?) 

^ropfcf^icii, ^2iicDNA (iz>;^iKcDNA) i)K -e®5' {IftrH^S ti;^^^^-^^ 
©cDNA^ 37'^ U - 1: y ^ -r ■^'U - V U - i: -tS— r>C6«;i&cDNA^ >f -f^ V 

[0 0 5 8] 

2is:|§^{cJ;S®^^bcDNA^>r:/^y -{cJS;^T®i^^2:*n;t, 95TC t?5:$>IS, rg 
51CT1:5>. 58X:i?l^, 72rT'10^^J ^^>n/, 72t:T'10r$)>r^®^f(^-eDNA 

52.4yttLCD^^/K, 

30jttLffl3.3XPCE Buffer (Perkin-Elmer), 
8;tiL(Z)2.5mM dNTP^g-^^?^. 
4.4/tL®2.5mM Mvi?*:^^/'?^, 
1.6/iLCD5'-:7 7-<V- (lOpmol/AL) , 
1.6jttL<Z)3'-r^5-fV~ (lOpmol/^tL) , fcJ:tJ^ 
2^L® GeneAmp DNA Polymerase (Perkin-Elmer) 

tfc-eA/^89^L®^©*ic^^-rSo rtifcjs^TOM^^rJt];^^ 50°c 

10/tL©Biiffer #2 (New England Biolabs), 

I fiKD^i/Jk'^TJ^'fS.yix 100) (New England Biolabs). fejci; 
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#^1 0 — 2 6 2 94 3" 'X 
2/KL(Z>SfiI (New England Biolabs) 

?rDraIII-^^©TUfcpME18SFL3/<^'i5f-(GenBank Accession Number: AB009864) 

Au^*--ei?^>r>!f-^3>s-&, jzmmizm^^mt^. z.t>vx. *i§^®c 

[0 0 5 9] 

^miKStl-SCOt*, 2^|^^©cDNA5:^Mil bT^^^$4lfeRNA^>f U - iC^ftfi 

10AtLCO10XT7 Pol. Buffer (^^jg^), 
8^L®5mIi rATP. rUTP, rCTP. rGTPig-6-^?^. 

2AtL®T7 RNA jNU^l^-if (g^g^tM) 
[0 0 6 0] 
[5§^®^^] 

0^ ±y:^ ^cDNA® 5' {BtI{cfeV^T®^$tlfe*ofc< fr^Jfe^it ® cDNA & 
^#ttSc 3(Z)#«}CJ:t3T, ^±:ScDNA©@fe<fc^^j{)^]«<, ^^;ScDNA0#' 
^f4^C^^^@^'ftcDNA5-Y >^5';-®||#^S:Br«gi:t- -So <2^j^OMffccDNA9 



miE#^ 11-3064100 




o ^mmxit> ^i^cDNA iry^'^yy^m.} mizAM^£m^<D^mmm 

[0 0 6 1] 

a 

[0 0 6 2] 

^ tr^:^mmiz-i3\>^xitzzxm^ti^RMti^^^y7.mx&hz.iif)^t:^. -^yi^h 
^ -/^ ,j „ 5:f^^-t -5 d t Bfti-efes„ b ^ yAi;^^ -i-f^v- \i. 

hm^hx\^^t:.^^m<j^'^m\z^&\^^^mx^y7-^^^^w^t^o vt-v^ 
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[0 0 6 3] 

U - 5: -f V y - 9 U - i: f ti«, :r y n dii: A^fi5{c#iin b fcWi^o 
SfUM-rSdi^^'T^^So o*y. ifflf^65{C^±;RcDNA^#'<-^tf*IS3S;9-Y>^ 

9 y -<z)MM*'f'Brigi:^So ^^^<Di3mzm-5\<^X'hm-^t\,tccmk=y^ -r=y y - 

^^;RcDNA;5)t;}^■^^^L/;{,^-^^tl^V^fc«), i»RNA{Cfe{t-&:!Ktf rL Iz-J/g > 

>f y -ttcDNAffl^^fe5i*?)S±-ett)«)T^^^;#|gi: v^x.So 

je^_h<^j;e)jc. ■fe>^^RNA^>f :/9y-®^^fi^^^jii^^2ibT, $e>ic^ 

®cDNA;&\-n- S ^ > MfC y - ?:^j^t--g> fciixD^^i: LT 

[0 0 6 4] 
[SB3«J^] 

SEQUENCE LISTING 

<110> Helix Research Institute 
<120> Immobilized cDNA Library 
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<130> promoters 

<140> 
<141> 

<160> 3 — 

<170> Patentln Ver. 2.0 

<210> 1 
<211> 20 
<212> DNA 

<213> Bacteriophage T7 
<400> 1 

taatacgact cactataggg 20 

<210> 2 
<211> 20 
<212> DNA 

<213> Bacteriophage T3 
<400> 2 

aattaaccct cactaaaggg 20 

<210> 3 
<211> 18 
<212> DNA 

<213> Bacteriophage SP6 



maiE#¥l 1 



-3064100 



#^ 1 0 - 2 6 2 9 4 X. 



<400> 3 

atttaggtga cactatag jg 



[mm<D m^^^tm-m 

o 

[^4] :^mmizj^^'\zy7.m(D5'm^m^vr^cmk0^mmm^^-tm 

[0 6] *5g^{cJ:S-ir>:;?>^<Z)5''li$:®^LfccDNA(Z)-^^Mffl^at-f m 
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[01] 




1 



5' 



■AftaftAAftftAAAftA 



is 



iTraTTTTTTTTTT 




1=1 ^ii©a3ssiACD3-5fe«{c:f=flD-r-S^;fe©E^ 

fj, 5' 3* 



■ AAftlAAAAAlUSAA iT >7.iiic:CNA 



[02] 



1 



1 
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#^1 0 — 2 6 2 9 4 l 



5* 3» 



5' 




OH 



f 

3 ' 

DNA U ^f—' e 




OH 5- 



3' 




KTrXTTTTTOOTTr 

OH 5f 



BTTTITTTTTTim? 



i 



OH 5' 



^ 5 



■inu-i'i-iuriTi'u.-iT . 



5* - 3' . 



3< ^2^cENA. 



[®3] 



2 
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#^1 0-2 6 2 9 4 1 



5' . 3* 




RNA U.gase 



3. 5 




•TTTTTTOTTITTT 



1 



5' 3' 

^ ' 1 1 III! rri - i-i - i - i - iu - i - m -' ^^^dna 

3- 5' 



■3' 



[S4] 



3 
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5* CAP* 

"Toboooo ^id 



5' P, 





BO 



5' ro/Nr^/vr\iV\>xrcr^yrv/\^vrvrKy^^ 3 

5*B0 



■TITITTTTTTTTr 



5 ' . 
3* 5 



iTTTorrraTTTTTr 



[EI 5] 
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5' 3' 



BHA I>igase 



3* 




5^ >^^E— 3* 
3, 5 



^ 5* 3* 





5* 



V— (CUT. ^2«[cENA*'grJB£ 



PTTTTraTTTTITT , 



,/V>yvfvru^>y\rv>'vrcru"^^ inRNA 
5' 3' 



5' ^iJicDNA 



5' 



[0 6] 



5 
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fS^^l 0-2 6 2 9 4 h' -^s 



5* 3' 



Iiigase 



5' 3 
I wwwMMiwiiwwwwwMWWiiiiiiwi^wnini^^ I I I I I I I I I I I I I 



5* 



■■iU'iTl'lU-IUVl'I'i' 



3' 



5* 




■AAAAAftftAAAftftA 

■TTTTTTTTTTTTT , 



5* 

3: 5 ' 

' Au™u'rm-iU' {T>^ir>xjg) 



3. Hffl(C@^Ufc-&JE£5?t5^U':t^H. wwww H^li«cl»iA©3'5^JC 



^ ■ ■ ■ g ggg! 



3' 



mfE#¥ 11-30 



1 0 — 2 6 2 9 4,-1 



mm] 

cDNA ^ - ^ V ^ ^m-y ?s;cDNA^-^-^-9^r # erg; 
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5' ▼ 




X-i 

3' 5' 



DNAU;!?-1f 



ITTTam?TTTTTTT 



OH 5* 



3* 



5- 3' 




OH 5* 



XH P 

3' 



OH 5* 



KAAMAAAAAAAA& 



5' 3' 



5' 



3» 
X- 



p5' 




3. ^2g(cDNA 



2 



ffiaiE#¥ 11-3064100 




1 0-2 6 2 9 4.1 



597059742 



[R^xit^m] 

mmxitBmi 
[R^xit^m] 



100102978 

^^i^±Mr&0ISTl - 1 - 1 



100108774 



- 1 



cO<lftf;i/6| 



1 
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m m A 



^S'J## (597059742] 



1. ^M^MB 1997^ 4H28H 



1 



ffiSEWl 1 -3 0 6 4 1 0 0 



